Introduction
Lung cancer is the leading cause of cancer-related death worldwide with a low 5-year survival rate of 18%. 1 Small cell lung cancer (SCLC) and non-small cell lung cancer (NSCLC) are the two major subtypes of lung cancer. 2 NSCLC accounts for ~85% of all lung cancers. 2 Surgical resection is an effective approach to achieve long-term survival; however, the prognosis of NSCLC remains poor due to late diagnosis and postoperative relapse. 3 Thus, it is critical to discover specific biomarkers to provide better individualized treatment and better prognosis.
In the past decades, a larger number of cellular pathways such as the EGFR signaling pathway have been identified in the carcinogenesis of a series of malignancies including lung cancer and are used as targets in drug development and predictive factors 25 Currently, accumulating evidence has shown that the aberrant epigenetic activation of sirtuin signaling pathways contributes to tumor carcinogenesis and may be potential therapeutic targets for future treatments and biomarkers in predicting prognosis in cancers. 26, 27 Furthermore, some previous studies have been conducted to explore the clinical significance of sirtuins in lung cancer. However, the results are not consistent, the sample sizes in the previous studies are limited, and not all of the seven sirtuins were explored and compared. [28] [29] [30] [31] [32] [33] [34] [35] [36] [37] [38] [39] [40] [41] [42] In the present study, we utilized the mRNA profile dataset of 1017 NSCLC patients from The Cancer Genome Atlas (TCGA) to investigate and compare the associations of the seven sirtuins (SIRT1-7) with clinicopathological parameters and prognosis in NSCLC and preliminarily explore the molecular mechanisms of sirtuins in carcinogenesis.
Materials and methods analysis of TCga data
To investigate the associations of sirtuin mRNA levels with clinicopathological parameters and clinical outcomes in NSCLC, we downloaded NSCLC mRNA profile data and corresponding clinical data from the TCGA database. The patient samples were divided into two groups by the optimal cutoff value of sirtuin mRNA levels that was obtained on the basis of prognosis. The correlations between sirtuin expression and clinicopathological parameters were analyzed by the chi-square or Fisher's exact test. Kaplan-Meier plot curves and Cox proportional regression analysis were used to analyze the effects of sirtuins on overall survival (OS) and recurrence-free survival (OS) in NSCLC. Statistical analyses were conducted with the software GraphPad Prism 6 and SPSS 19.0. P-value <0.05 was considered to be statistically significant. To investigate the related genes during sirtuin alteration that might be involved in lung cancer carcinogenesis, the expression correlations of sirtuins with other genes were examined by Pearson's correlation analyses. Then, the top 500 genes that correlated with sirtuins were subjected to gene ontology (GO) analysis in the GeneCoDis3 online database (http://genecodis.cnb.csic.es).
literature review
A systematic literature search was conducted in three English databases (PubMed, EMBASE, and ISI Web of science) for related reports on the associations of sirtuin expression and OS in NSCLC up to January 2018. The following terms were used: "lung OR pulmonary", "cancer OR tumor OR carcinoma", and "Sirtuins OR SIRT1 OR SIRT2 OR SIRT3 OR SIRT4 OR SIRT5 OR SIRT6 OR SIRT7". The retrieved documents were screened by two independent authors by reviewing the article titles, abstracts, and full texts. In addition, the review articles were screened to identify additional eligible studies. The sample size, sirtuin detection method, and the HRs with 95% CIs of each included study were extracted by two investigators independently.
examination of the concordance of siRT2 mRna and protein expressions in nsClC
To investigate the concordance of SIRT2 mRNA and protein expressions in NSCLC, the SIRT2 protein and mRNA expressions in NSCLC and normal lung tissues were initially compared. Results of SIRT2 immunohistochemical (IHC) staining of NSCLC and normal tissues were evaluated using the data from the Human Protein Atlas (HPA).
43 SIRT2 mRNA expression in NSCLC and normal adjacent tissues was compared with the TCGA data by the Mann-Whitney test. In addition, we undertook a re-analysis of the results from Li et al's study, which detected SIRT2 mRNA expressions by quantitative real-time polymerase chain reaction (qRT-PCR) and protein expressions by Western blotting in seven NSCLC tissues and corresponding normal tissues. 44 The mRNA data were obtained by reading the histograms with Plot Digitizer software. In addition, Image J 1.8.0 software was used to scan the Western blotting bands to obtain expression levels of SIRT2 protein. 
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Clinical significance of sirtuins in NSCLC the correlations of SIRT2 mRNA with protein expressions in Li et al' report were explored by Pearson's correlation analysis. At the same time, studies reporting both proteomics and transcription profiles in the same lung cancer patients were screened by searching the PRIDE database and reading the corresponding publications. Two studies were identified. 45, 46 However, only one study reported SIRT2. 46 Then, SIRT2 mRNA and protein expression data were extracted and subjected to Pearson's correlation analysis. P<0.05 was considered as indicative of statistical significance.
Results

Correlations of sirtuins with clinicopathological parameters in nsClC
In order to explore the associations of sirtuin mRNA expressions with the clinicopathological parameters of NSCLC patients, we downloaded the related datasets from the TCGA database. In total, 1017 NSCLC patients with basal clinical characteristics and prognosis information were identified. The sirtuin expressions of the patients were split into the high-expression and low-expression group according to the optimal cutoff value that was obtained on the basis of prognosis. The chi-square test was used to clarify the associations of sirtuins with the clinicopathological parameter of NSCLC patients. The results of analysis suggested SIRT1, SIRT3, SIRT4, and SIRT7 were highly expressed in adenocarcinoma (ADC) whereas SIRT2 and SIRT5 were highly expressed in squamous cell carcinoma (SCC ; Table 1 ). SIRT1, SIRT3, SIRT4, and SIRT7 were highly expressed in female patients whereas SIRT5 was highly expressed in male patients. High SIRT7 expression was associated with younger age at onset (<70 years vs ≥70 years). High SIRT1 expression was associated with distant metastasis (M1 vs M0) and low T stage (T1 vs T2-4). High SIRT4 was associated with high T stage (T2-4 vs T1) and TNM stage (II-IV vs I). High SIRT1 and SIRT4 was associated with non-smoking whereas high SIRT5 was associated with smoking.
Correlations of sirtuins with prognosis in nsClC patients
The correlations of sirtuins mRNA expressions with prognosis in NSCLC patients were investigated by Kaplan-Meier plot curves and Cox proportional regression analyses, wherein high SIRT2, SIRT4, and SIRT6 expressions were found to be associated with longer OS whereas no significant association of OS with other sirtuins was observed ( Figure  1 and Table 2 ). Multivariate analyses indicated that SIRT2 and SIRT6 was still significantly associated with OS after adjusting for potential confounding factors including age, M, N, and T stages. For RFS, univariate analyses suggested high SIRT1 expression was significantly associated with shorter RFS time whereas high expressions of SIRT2, SIRT3, SIRT5, SIRT6, and SIRT7 were significantly associated with longer RFS time (Figure 2A -G and Table 3 ). After adjusting for the confounding factors, including histology, N, and T stages, significant associations were still found in SIRT1, SIRT2, SIRT5, SIRT6, and SIRT7 but not in SIRT3.
Prediction of RFs with the combination of siRT1 and siRT2
Considering that SIRT1 and SIRT2 were the most significant biomarkers that were associated with RFS among the seven sirtuins and SIRT1 was a poor prognostic factor while SIRT2 was a favorable factor, we stratified the patients by combining SIRT1 and SIRT2 and then compared their RFS in order to provide a better prediction model for RFS in NSCLC. Kaplan-Meier plot curves and Cox proportional analyses suggested that, compared to patients with the SIRT1−/SIRT2+ genotype, patients with SIRT1−/SIRT2− or SIRT1+/SIRT2+ genotypes had poor RFS and patients with the SIRT1+/SIRT2− genotype had poorer prognosis ( Figure  2H and Table 4 ).
integrated analysis of TCga dataset and other publicly available datasets
To further validate our results, we conducted an integrated analysis by pooling the TCGA NSCLC dataset and other public datasets. The Kaplan-Meier plotter (KM plotter) is an online tool to analyze correlations of individual genes with prognosis of patients in previous microarray datasets that comprised a total of 2,437 lung cancer cases. HRs with 95% CIs of the associations between sirtuins and RFS from each separate dataset in the database were obtained. After pooling these results by a meta-analysis method, high SIRT2 and SIRT7 expressions were found to be associated with favorable RFS in lung cancer (Figure 3 ).
Prognostic value of sirtuins in nsClC reported in the published literature Some articles have reported the associations of sirtuin expressions with prognosis in NSCLC patients. Here, we conducted a systematic literature search in three English databases (PubMed, EMBASE, and ISI Web of science) up to January 2018. In total, 14 articles published from 2013 to 2017 were identified after screening (Table 5) , of which seven, two, two, one, and three articles reported the associations of SIRT1, [28] [29] [30] [31] [32] [33] [34] Cancer Management and 39 and SIRT6, [40] [41] [42] respectively, with OS in NSCLC. Moreover, no article has reported SIRT4 and SIRT7 associations. High SIRT1 expression was found to be a poor prognostic factor in four reports, and no association was found in the remaining three articles. High SIRT2 was found to be associated with longer OS time in one article and high expressions of SIRT3, SIRT5, and SIRT6 were associated with poor OS. However, these reports were rare and their sample size was limited (SIRT3: N=2, n=133; SIRT5, N=1, n=39; SIRT6, N=3, n=394). Notably, the results for SIRT6 in the previous reports and our study were inconsistent, which needs to be clarified with a large sample size in the future.
analyses of the genes involved in nsClC during sirtuin alteration According to our screening of the literature, we found 18 articles reported the underlying mechanisms of sirtuins in lung cancer (Table S1 ). There were five, five, four, one, and four articles exploring the molecular mechanisms of SIRT1, SIRT2, SIRT3, SIRT5, and SIRT6 in lung cancer, respectively, 
3345
Clinical significance of sirtuins in NSCLC whereas SIRT4 and SIRT7 were not investigated. To further understand the potential mechanisms of sirtuins in NSCLC carcinogenesis, genes that were positively or negatively associated with sirtuin expressions were analyzed and annotated.
Pearson's correlation analyses were conducted to obtain genes that were co-expressed with sirtuins in the 1017 TCGA NSCLC patients. The top 500 significant genes were selected and subjected to GO analysis with the GeneCoDis3 online tool (http://genecodis.cnb.csic.es). SIRT1, SIRT2, and SIRT7 were used as examples. Our results suggest that the top enriched biological processes were: regulation of transcription, signal transduction, apoptotic process, multicellular organismal development, positive regulation of cell proliferation, small GTPase-mediated signal transduction, and cell adhesion for SIRT1 ( Figure 4A) ; regulation of transcription, apoptotic process, protein phosphorylation, RNA splicing, innate immune response, nerve growth factor receptor signaling, and vesicle-mediated transport for SIRT2 ( Figure 4B) 
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Clinical significance of sirtuins in NSCLC transduction, DNA repair, protein phosphorylation, blood coagulation, nervous system development, small GTPasemediated signal transduction, and cell proliferation for SIRT7 ( Figure 4C ). Cell apoptotic or proliferation processes are overlapping processes and have been reported to be involved in the mechanisms of SIRT1 and SIRT2 in NSCLC. Thereafter, the associations of SIRT1, SIRT2, and SIRT7 with the key genes in the apoptotic process including BAD, BAX, BCL2, and BID were investigated. The results suggested that SIRT1 was negatively associated with proapoptotic factors BAD, BAX, and BID whereas SIRT2 was positively associated with the proapoptotic factor, BAD ( Figure 5A-D) . Furthermore, SIRT7 was positively associated with proapoptotic factors BAD and BAX, and negatively associated with the antiapoptotic factor BCL2 ( Figure 5E-G) . In addition, SIRT7 was negatively associated with ZEB1, a pro-proliferative factor ( Figure 5H ). To some extent, this explained the different functions of SIRT1, SIRT2, and SIRT7 in NSCLC carcinogenesis.
siRT2 protein expression was in concordance with its mRna expression in nsClC
Genes generally function at the protein level; therefore, we investigated the concordance between sirtuin mRNA and protein expressions in NSCLC, with SIRT2 as an example. SIRT2 protein and mRNA expressions were initially compared between NSCLC tissues and corresponding controls. IHC staining data from the HPA suggested that SIRT2 protein expression was downregulated in NSCLC tissues compared with normal tissues ( Figure 6A ). The TCGA NSCLC data revealed that the SIRT2 mRNA expression was downregulated in NSCLC tissues ( Figure 6B ). In addition, we re-analyzed the results from Li et al's study, 44 which detected SIRT2 mRNA expression by qRT-PCR, and protein expression by Western blotting in the same NSCLC patients; moreover, we found SIRT2 mRNA and protein expressions were downregulated in lung cancers compared with paired normal tissues (Figure 6C and D) . Then, the correlation of SIRT2 mRNA and protein expressions was examined and a high positive correlation was found (r=0.9513, P<0.0001; Figure 6E ). Furthermore, we identified one study reporting both NSCLC proteomics and transcription profiles from the PRIDE database 46 and also found a high concordance between SIRT2 mRNA and protein expressions (r=0.9689, P=0.0065; Figure 6F ). The above results revealed that SIRT2 protein and mRNA expressions shared high concordance in NSCLC.
Discussion
Currently, a large number of cell signaling pathways have been discovered as being involved in tumor carcinogenesis and may serve as potential therapeutic targets for cancer treatment. Sirtuins are a family of mammalian proteins homologous to yeast Sir2. 6, 7 Seven different sirtuins (SIRT1-7) have been found and widely expressed in mammals. Previous reports have revealed the involvement of sirtuins in numerous critical biological processes including cell metabolism, genomic stability, cell cycle, cell division, differentiation, and transcriptional regulation and their functions in the pathogenesis of a variety of diseases such as metabolic diseases, 22 neurodegenerative diseases, 23 aging, 24 cardiovascular diseases, 25 and cancers. 26, 27 The clinical significance and potential molecular mechanisms of some sirtuins have been explored in lung cancer. However, the results are not consistent, the sample sizes in the previous studies are limited, and not all of the seven sirtuins have been explored and compared. [28] [29] [30] [31] [32] [33] [34] [35] [36] [37] [38] [39] [40] [41] [42] In the present study, we utilized the mRNA profile dataset of 1017 NSCLC patients from the TCGA database to investigate and compare associations of the mRNA levels of the seven sirtuins (SIRT1-7) with clinicopathological parameters and prognosis in NSCLC. SIRT1, SIRT3, SIRT4, and SIRT7 were highly expressed in ADC and female patients whereas SIRT5 was highly expressed in SCC and male patients. Associations of high SIRT7 with younger age at onset, high SIRT1 with distant metastasis and low T stage, and high SIRT4 with high T stage and TNM stage were also found. Furthermore, the prognostic value of sirtuins in NSCLC was investigated, and the results indicated that high mRNA levels of SIRT2 and SIRT6 were associated with longer OS duration. Moreover, high SIRT1 expression was significantly associated with shorter RFS time whereas high SIRT2, SIRT5, SIRT6, and SIRT7 expressions were associated with longer RFS time.
To compare and validate our results with that from previous reports, we undertook a systematic literature search to identify the full-text of original articles on the associations of sirtuins with OS in NSCLC (Table 5 ). SIRT1 was the most studied sirtuin for evaluating the associations of sirtuins with OS in lung cancer. A significant association of SIRT1 with OS was found in four of the seven reports. [28] [29] [30] [31] [32] [33] [34] A recent metaanalysis has pooled the results from the above seven reports and found that high SIRT1 expression was a poor factor for OS in NSCLC, 35 whereas no significant association of SIRT1 with OS was found in our present study. This inconsistency might be attributed to the detection methods of SIRT1 and selection of cutoff value. Moreover, a discrepancy was found for the association of SIRT6 with OS. Three reports, with a total of 394 cases, suggested high SIRT6 expression was associated with poor OS, whereas our results suggested that high SIRT6 was associated with favorable OS. [40] [41] [42] Until now, associations of SIRT4 or SIRT7 with prognosis of NSCLC patients have not been reported. More studies with large sample size should be conducted to clarify our results.
To date, some molecular mechanisms of sirtuins have been revealed in NSCLC (Table S1 ). SIRT1 can promote lung tumor growth through downregulating DLL4/Notch signaling and deacetylating the Notch1 intracellular domain; 47 its inactivation exerts antitumor activities through the tumor suppressor p27 in NSCLC; 48 and it is also involved in lung cancer development via the TNF-α/β-catenin axis under Benzo[a]pyrene (B[a]P) exposure -a carcinogen in cigarette smoke. 49, 50 SIRT2 can inhibit cell proliferation or induce cell apoptosis by increasing reactive oxygen species (ROS) production and p27 levels, 44 downregulating JMJD2A, 51 or deacetylating SKP2 followed by decreasing ubiquitination of p27.
36 SIRT3 can promote tumor proliferation and inhibit apoptosis via interaction with NMNAT2, and promote NSCLC malignancy via activation Akt at the post-transcriptional level. 38, 52 SIRT5 can promote cell proliferation and chemotherapy resistance by inducing Nrf2 expression. 39 An article reported that SIRT6 can increase tumor migration and invasion via enhancing ERK1/2 phosphorylation and MMP9 expression, 41 whereas another report suggested that SIRT6 can suppress cell proliferation through inhibition of Twist1 expression. 53 There is no report on the mechanisms of SIRT4 and SIRT7 in NSCLC. Modulation of cell proliferation and/ or apoptosis might be the common mechanisms of sirtuin action in NSCLC carcinogenesis. To further understand the 
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Clinical significance of sirtuins in NSCLC examples, because SIRT1 and SIRT2 were the mostly studied sirtuins and SIRT7 has not been investigated in NSCLC, and found they might affect tumor activities via modulating cell proliferation and apoptosis. The potential mechanisms potential mechanisms of sirtuins in NSCLC carcinogenesis, we investigated the cellular biological processes regulated by sirtuin alterations through annotating the sirtuin co-expressed genes by GO analysis. We took SIRT1, SIRT2, and SIRT7 as Figure 6 Concordance of siRT2 mRna and protein expressions in nsClC. (A). siRT2 immunohistochemical staining results in normal lung tissues (n=3) and lung cancer tissues (n=12). The images were obtained from the human Protein atlas. 43 (B). siRT2 mRna expression in normal lung tissues (n=110) and lung cancer tissues (n=1017) in the TCga nsClC cohort. (C-E). siRT2 mRna expression detected by qRT-PCR (C) and protein expression detected by Western blotting (D) in seven lung cancers and paired adjacent normal tissues (n=7); consistency of siRT2 mRna and protein expression were explored by Pearson's correlation analysis (E). These were re-analyses results of li et al's report. 44 (F). associations of siRT2 mRna with protein expressions in lung cancers. siRT2 protein expression and mRna expression data were extracted from proteomics and gene microarray profiles, respectively, which was reported by Stewart et al. 
Conclusion
Sirtuin expressions were significantly associated with clinicopathological parameters, especially tumor histology and gender, and clinical outcomes in NSCLC patients. For OS, high expressions of SIRT2 and SIRT6 were favorable prognostic factors. For RFS, high SIRT1 expression was a poor prognostic factor, whereas high SIRT2 and SIRT5-7 expressions were favorable prognostic factors. Combining SIRT1 and SIRT2 could provide a better prognostic model for RFS.
